Abstract: Flavokawain B (1) is a natural chalcone extracted from the roots of Piper methysticum, and has been proven to be a potential cytotoxic compound. Using the partial structure of flavokawain B (FKB), about 23 analogs have been synthesized. Among them, compounds 8, 13 and 23 were found in new FKB derivatives. All compounds were evaluated for their cytotoxic properties against two breast cancer cell lines, MCF-7 and MDA-MB-231, thus establishing the structure-activity relationship. The FKB derivatives 16 (IC 50 = 6.50 ± 0.40 and 4.12 ± 0.20 µg/mL), 15 (IC 50 = 5.50 ± 0.35 and 6.50 ± 1.40 µg/mL) and 13 (IC 50 = 7.12 ± 0.80 and 4.04 ± 0.30 µg/mL) exhibited potential cytotoxic effects on the MCF-7 and MDA-MB-231 cell lines. However, the methoxy group substituted in position three and four in compound 2 (IC 50 = 8.90 ± 0.60 and 6.80 ± 0.35 µg/mL) and 22 (IC 50 = 8.80 ± 0.35 and 14.16 ± 1.10 µg/mL) exhibited good cytotoxicity. The lead compound FKB (1) showed potential cytotoxicity (IC 50 = 7.70 ± 0.30 and 5.90 ± 0.30 µg/mL) against two proposed breast cancer cell lines. It is evident that the FKB skeleton is unique for anticancer agents, additionally, the presence of halogens (Cl and F) in position 2 and 3 also improved the cytotoxicity in FKB series. These findings could help to improve the future drug discovery process to treat breast cancer. A molecular dynamics study of active compounds revealed stable interactions within the active site of Janus kinase. The structures of all compounds were determined by 1 H-NMR, EI-MS, IR and UV and X-ray crystallographic spectroscopy techniques.
Introduction
Breast cancer (BC) is a complex disease, composed of several subtype receptors both at the molecular and clinical level. BC is still the leading causes of death globally in women [1] [2] [3] . Chalcones are α,β-unsaturated carbonyl compounds with two aromatic rings (ring A and B), conjugated double bonds and a completely delocalized π-electron system [4, 5] . Chalcones and their related analogues display several pharmacological properties, such as anticancer [6] [7] [8] [9] [10] , anti-inflammatory [11] [12] [13] [14] , antimalarial [15, 16] , antileishmanial [17, 18] , antimicrobial [19] , antifungal [20] , antioxidant [21] [22] [23] and anticonvulsant activities [24] . Chalcone derivatives show acetylcholinesterase, tyrosinase [25, 26] , and monoamine oxidase (MAO) [27] enzyme inhibitory activities. Chalcones have gained the strong attention from scientists searching for new pharmacological active analogs.
Flavokawain B (FKB) (1) , is a main bioactive chalcone isolated from the roots of Piper methysticum [28] , which exhibited strong cytotoxicity against various cancer cell lines [29] [30] [31] . In this study, we synthesized 1-23 FKB analogs by manipulating ring B with the various substituted benzaldehydes. The main purpose when designing this proposal was to observe the effects of ring B in the breast cancer cell lines and to establish the structure-activity relationship, to eventually help future drug discovery. Previously, we investigated the antinociceptive, cytotoxic and anti-inflammatory activities of FKB (1) in vitro and in vivo [32] [33] [34] [35] [36] .
Results and Discussion

Chemistry
Flavokawain B derivatives were synthesized by Claisen-Schmidt condensation reaction using the template of FKB (1) (Scheme 1). FKB comprises ring A (2 -hydroxy-4 ,6 -dimethoxyacetophenone) and B (benzaldehyde). Among FKB derivatives, three chalcones (E)-3-(2,5-dimethoxyphenyl)-1-(2 -hydroxy-4 ,6 -dimethoxyphenyl)prop-2-en-1-one (8) , (E)-3-(2-fluorophenyl)-1-(2 -hydroxy-4 ,6 -dimethoxyphenyl)prop-2-en-1-one (13) and (E)-3-(2-bromo-3-hydroxy-4-methoxyphenyl)-1-(2 -hydroxy -4 ,6 -dimethoxyphenyl)prop-2-en-1-one (23) were found to be new FKB analogs ( Figure 1 ). Previously, compound 13 was synthesized by Bandgar and used as an intermediate for the preparation of nitrogen-containing chalcones, however, the data were not published [37] . The structure of FKB derivatives were characterized by detailed spectroscopic techniques. The presence of characteristic signals appeared in 1 H-NMR at δ 7.66-7.84 (J = 15-16 Hz) and 7.86-8.0 (J = 15-16 Hz) were assigned to α and β protons, respectively. The presence of carbonyl groups was supported by the signals at δ 191-193.45 in 13 C-NMR and 1625-1634 cm −1 in the IR spectrum, respectively. The complete assignments and spectral data of compounds 8, 13 and 23 are given in Table 1 , while the structure of compounds 7 and 9 was confirmed by the single X-ray crystallographic technique ( Figure 2 Table 2 . IC50 values (μg/mL) of FKB derivatives after 72 h treatment. presence of characteristic signals appeared in 1 H-NMR at δ 7.66-7.84 (J = 15-16 Hz) and 7.86-8.0 (J = 15-16 Hz) were assigned to α and β protons, respectively. The presence of carbonyl groups was supported by the signals at δ 191-193.45 in 13 C-NMR and 1625-1634 cm −1 in the IR spectrum, respectively. The complete assignments and spectral data of compounds 8, 13 and 23 are given in Table 1 , while the structure of compounds 7 and 9 was confirmed by the single X-ray crystallographic technique ( Figure 2 ). 
Compounds Substituted Groups IC50 Values (μg/mL) Compounds
Structure-Activity Relationships
FKB derivatives 1-23 were screened against two breast cancer cell lines MCF-7 (human estrogen receptor positive breast cancer cells) and MDA-MB-231 (human estrogen receptor negative) breast cancer cell lines). FKB (1) still possessed greater cytotoxicity (IC50 = 7.70 ± 0.30 and 5.90 ± 0.30 μg/mL) compared to the majority of FKB derivatives. Of the 23 tested compounds, thirteen FKB derivatives recorded higher IC50 values than FKB (1). On the other hand, FKB derivatives 2-4, 7, 9, 13, 15, 16 and 22 were recorded as having potential cytotoxic effects on both MCF-7 and MDA-MB-231 cells, compared to FKB (1), see Table 2 . Among the FKB derivatives, compounds 13, 15 and 16 showed slightly better cytotoxicity than FKB (1) and flavokawain A (FKA) (2) for MCF-7 cells.
Among the FKB derivatives with an IC50 value lower than 30 μg/mL, only compound 3 and 22 showed higher sensitivity to MCF-7 cells than MDA-MB-231, indicating that the modification of the FKB skeleton helps the selectivity between these two cell lines. In short, the FKB derivatives FKB-2F (13), FKB-3Cl (15) and FKB-2Cl (16) exhibited greater sensitivity to both tested cell lines, warranting further evaluation of their antitumor effects. It is well established that the anticancer properties of chalcones are due to the presence of α,β-unsaturated ketone moieties. Among the tested chalcones, the 2′ hydroxyl group in ring A is essential for the cytotoxicity, as has been studied against several biological assays, predominantly its anticancer properties [38, 39] . The presence of electronwithdrawing and electron-donating groups effects the α,β-unsaturated system [38, 40] , which eventually effects the cytotoxicity. Generally, the electron-donating group in ring A improves the cytotoxic properties, as it affects the acidity of the 2′ hydroxyl group in ring A, while the electrondonating group in ring B, as in compound 5, 6, 8 and 10, did not improve the IC50 values at 30 μg/mL (Table 2 ), which possibly due to the effects of the electron-donating group on the α, β-unsaturated system. Since the α,β-unsaturated system becomes more nucleophile and the Michael receptor or protein cannot bind effectively thus activity decreases [38] . However, compounds 4 and 7 showed slightly better activity due to the selective position of the methoxy groups at 3, 4 and 2, 3, which contributed less to the α,β-unsaturated ketone. In contrast, compounds with electron-withdrawing groups in ring B possessing 2Cl (16), 3Cl (15) and 2F (13) exhibited better cytotoxicity, see Table 2 . Table 2 . Among the FKB derivatives, compounds 13, 15 and 16 showed slightly better cytotoxicity than FKB (1) and flavokawain A (FKA) (2) for MCF-7 cells.
Among the FKB derivatives with an IC 50 value lower than 30 µg/mL, only compound 3 and 22 showed higher sensitivity to MCF-7 cells than MDA-MB-231, indicating that the modification of the FKB skeleton helps the selectivity between these two cell lines. In short, the FKB derivatives FKB-2F (13), FKB-3Cl (15) and FKB-2Cl (16) exhibited greater sensitivity to both tested cell lines, warranting further evaluation of their antitumor effects. It is well established that the anticancer properties of chalcones are due to the presence of α,β-unsaturated ketone moieties. Among the tested chalcones, the 2 hydroxyl group in ring A is essential for the cytotoxicity, as has been studied against several biological assays, predominantly its anticancer properties [38, 39] . The presence of electron-withdrawing and electron-donating groups effects the α,β-unsaturated system [38, 40] , which eventually effects the cytotoxicity. Generally, the electron-donating group in ring A improves the cytotoxic properties, as it affects the acidity of the 2 hydroxyl group in ring A, while the electron-donating group in ring B, as in compound 5, 6, 8 and 10, did not improve the IC 50 values at 30 µg/mL (Table 2 ), which possibly due to the effects of the electron-donating group on the α, β-unsaturated system. Since the α,β-unsaturated system becomes more nucleophile and the Michael receptor or protein cannot bind effectively thus activity decreases [38] . However, compounds 4 and 7 showed slightly better activity due to the selective position of the methoxy groups at 3, 4 and 2, 3, which contributed less to the α,β-unsaturated ketone. In contrast, compounds with electron-withdrawing groups in ring B possessing 2Cl (16), 3Cl (15) and 2F (13) exhibited better cytotoxicity, see Table 2 . The presence of the electron-withdrawing group in ring B, especially at position 2 and 3, as in 13 (2F), 15 (3Cl) and 16 (2Cl), contributed more to the enhancement of cytotoxicity against breast cancer cell lines (38, 39) . While the presence of electron-withdrawing groups in compounds 13, 15 and 16 pulling the electrons from the α,β-unsaturated ketone make it more electrophilic, so the receptor (nucleophile) possibly creates a strong interaction with the compound. While the electrons with the donating group, such as methoxy groups-especially at position 3, 4 or 3, 5 and 2, 4, 6, as in compounds 5, 6, 8, 10, 11, cause rich in nucleophilicity and resonate the α,β-unsaturated carbonyl [41] , eventually, the structure become less effective and binding or the interaction with the Michael receptor (nucleophile), and the compounds reduce the cytotoxic effects [38, 39] . 
Computational Studies
The potential FKB derivatives 1, 13, 15 and 16 were subjected to rigid receptor docking, and the resulting poses were analyzed visually. The crystal structure of JAK2 in complex with a potent quinoxaline inhibitor, PDB: 3KRR, was downloaded in MOE and subjected to protein preparation. The results of a PASS prediction highlight the probability of the activity of these compounds as a caspase-3 stimulant, JAK2 expression inhibitor, and apoptosis agonist, as shown in Table S1 . Caspase-3 belongs to the cystine-aspartic-acid protease family of proteins [42] , known to play a fundamental role in the execution phase of cell death in apoptosis [43] . The activators of caspase-3, such as MX-2060 [12, 44] , Smac [45] and Leachianone A [46] , induce apoptosis in various types of cancers.
The high Pa values of the compounds (0.892-0.924) allowed us to conclude that our newly-synthesized chalcone derivatives may exhibit anticancer effects by activating the caspase-3-dependent apoptotic pathway. Moreover, the cell-specific response of the chalcone derivatives can be explained partly by the fact that the human MCF-7 breast carcinoma cells completely lack caspase-3 expression as a result of a frameshift mutation [43, 47] . This loss-of-function mutation has contributed to chemotherapeutic resistance in breast cancer [12, 44] . The Janus kinase-2 (JAK2) protein is targeted by many anti-cancer drugs to produce their response [45, 48] . As presented in Table S1 , our compounds may inhibit JAK2, with Pa values ranging from 0.821 to 0.878. We carried out a molecular docking simulation to establish the binding mode of the potent FKB derivatives with IC 50 values in single digits, namely 1, 13, 15 and 16, with JAK2 (PDB:3KRR). All the compounds fit the active site of JAK2 wells, depicted in Figure 3 . The docking results revealed that all the compounds mediated hydrophobic contacts with Val863 and Leu983. The methoxy group of the compounds interacted via an acceptor-donor hydrogen bonding motif to the Leu932 backbone. A hydrogen bond with Leu932 provided these compounds with anchorage in the cavity. In the case of compound 13 and 15, an additional hydrogen bond was observed with Leu855 and Asp944, respectively. Analysis of the average duty cycle revealed that the most stable hydrogen bond pair was Arg938 and O2, and Leu932 and O3 in the 13 and 16 complexes, respectively. The binding profile of 13-JAK2 shows equally high expression of three different host-guest pairs, Gly856, Leu855 and Lys857. Accurate characterization of protein-ligand interactions is indispensable for the drug design. Molecular dynamic simulation is a state-of-art technique that is used to characterize the time-dependent behavior for protein-ligand complex (See Supplementary Material). The high Pa values of the compounds (0.892-0.924) allowed us to conclude that our newlysynthesized chalcone derivatives may exhibit anticancer effects by activating the caspase-3-dependent apoptotic pathway. Moreover, the cell-specific response of the chalcone derivatives can be explained partly by the fact that the human MCF-7 breast carcinoma cells completely lack caspase-3 expression as a result of a frameshift mutation [43, 47] . This loss-of-function mutation has contributed to chemotherapeutic resistance in breast cancer [12, 44] . The Janus kinase-2 (JAK2) protein is targeted by many anti-cancer drugs to produce their response [45, 48] . As presented in Table S1 , our compounds may inhibit JAK2, with Pa values ranging from 0.821 to 0.878. We carried out a molecular docking simulation to establish the binding mode of the potent FKB derivatives with IC50 values in single digits, namely 1, 13, 15 and 16, with JAK2 (PDB:3KRR). All the compounds fit the active site of JAK2 wells, depicted in Figure 3 . The docking results revealed that all the compounds 
Materials and Methods
Chemistry
Melting points were determined on a Fisher-Johns melting apparatus and are uncorrected. UV spectra were recorded on UV-VIS spectrophotometer model of type Genesys 10s and expressed in nm. FT-IR spectroscopic studies were carried out on a FTIR spectrophotometer 1000, model Perkin Elmer, at a room temperature of 25 • C. KBr pellets were dried in an oven and scanned for calibration purposes. 1 H-NMR spectra of compounds were recorded on a Bruker Ascend TM 600 MHz machine. The chemical shifts (δ) are presented with reference to CDCl 3 (δ: 7.25) and tetramethylsilane (TMS) (δ: 0.00) as the internal reference. Electron-spray ionization mass spectra in positive mode (ESI-MS) data were recorded on a Bruker Esquire 3000+ spectrometer. Column chromatography purifications were carried out on a Silica Gel 60 (Merck, 70-230 mesh). The purity of compounds was checked by thin-layer chromatography (TLC) and 1 H-NMR. All the chemicals were purchased from Sigma-Aldrich (Saint Louis, MO, USA). Other reagents were purchased from Sinopharm Chemical Reagent Co. Ltd., (Shanghai, China).
Docking Analysis Method
To rationalize the anti-cancer potential of FKB derivatives, the online web Prediction of Activity Spectra for Substances (PASS) server was used to predict the biological activity of potential FKB derivatives [49, 50] . The information on the compounds was uploaded with the value of probability of activity (Pa) set to 0.7. The results were then analyzed critically to understand the molecular basis for the anti-cancer activity of the compounds. Molecular docking simulation of selected inhibitors against JAK2 was carried out using MOE [51] . The crystal structure of JAK2 in complex with a potent quinoxaline inhibitor, PDB:3KRR [52] , was downloaded in MOE. The derivatives with potential IC 50 values ( Table 2 .) for compound 1, 13, 15 and 16 were subjected to rigid receptor docking, and the resulting poses were analyzed visually. All the graphics were rendered using MOE and Chimera [53] . To study the dynamic behavior of the proposed ligand-protein complex, we have performed in a short production run of 10 ns using AMBER 14 [54] . The resulting trajectories were analyzed using the CPPTRAJ module in AMBERTOOLS 16 [55, 56] .
Synthesis of Flavokawain B derivatives
KOH (20% w/v aqueous solution) was added to a stirred solution of the appropriate acetophenone (1.0 eq) and a substituted benzaldehyde (1.25 eq.) in ethanol, and the mixture was stirred at room temperature for 48-72 h. The reaction mixture was cooled to 0 • C (ice-water bath) and acidified with HCl (10% v/v aqueous solution). In most cases, yellow precipitate was formed, filtered and washed with 10% aqueous HCl solution. In the cases where an orange-yellow layer was formed, the mixture was extracted with CH 2 Cl 2 or ethyl acetate, the extracts was dried over Na 2 SO 4 anhydrous and the solvent was evaporated and crystalized with methanol or ethanol.
Characterization Data
The data of flavokawain B (1) and flavokawain A (2) have been published previously by us [26, 57] . (19), 282 (45), 207 (100), 181 (100), 166 (28), 152 (24), 149 (28), 137 (67), 121 (44), 101 (88), 95 (51), 69 (52) 
X-ray Crystallographic Analysis
X-ray analysis for all these samples was performed using Bruker APEX II DUO CCD diffractometer, employing MoKα radiation (λ = 0.71073 Å) with φ and ω scans, at room temperature. Data reduction and absorption correction were performed using the SAINT and SADABS programs [62] . All structures were solved by direct methods and refined by full-matrix, least-squares techniques on F 2 using the SHELXTL software package [63] . Crystallographic data for the reported structures have been deposited at the Cambridge Crystallographic Data Centre (CCDC) with the CCDC deposition numbers of 1548733 and 1548734. Copies of available material can be obtained free of charge on application to the CCDC, 12 Union Road, Cambridge CB2 1EZ, UK, (Fax: +44-(0)1223-336033 or e-mail: deposit@ccdc.cam.ac.uk). The ORTEP (Oak Ride Thermal Ellipsoid Plot Program) of compound 7 and 9 are shown in Figure 2 and X-ray crystallographic data presented in Table 3 . Table 3 . Crystal data and parameters for the structure refinement of 7 and 9. The high Pa values of the compounds (0.892-0.924) allowed us to conclude synthesized chalcone derivatives may exhibit anticancer effects by activatin dependent apoptotic pathway. Moreover, the cell-specific response of the chalcon be explained partly by the fact that the human MCF-7 breast carcinoma cells comple 3 expression as a result of a frameshift mutation [43, 47] . This loss-of-functio contributed to chemotherapeutic resistance in breast cancer [12, 44] . The Janus kinase is targeted by many anti-cancer drugs to produce their response [45, 48] . As prese our compounds may inhibit JAK2, with Pa values ranging from 0.821 to 0.878. molecular docking simulation to establish the binding mode of the potent FKB der values in single digits, namely 1, 13, 15 and 16, with JAK2 (PDB:3KRR). All the c active site of JAK2 wells, depicted in Figure 3 . The docking results revealed that a mediated hydrophobic contacts with Val863 and Leu983. The methoxy group o interacted via an acceptor-donor hydrogen bonding motif to the Leu932 backbone. with Leu932 provided these compounds with anchorage in the cavity. In the case and 15, an additional hydrogen bond was observed with Leu855 and Asp944, resp of the average duty cycle revealed that the most stable hydrogen bond pair was Ar Leu932 and O3 in the 13 and 16 Stock samples at 1 mg/mL of dimethyl sulfoxide (DMSO) (Sigma-Aldrich) were prepared and kept at 4 • C.
MTT Cell Viability Assay
Breast cancer MCF-7 and MDA-MB-231 cells were purchased from the American Type Culture Collection (ATCC, Manassas, VA, USA) and cultured at 37 • C, 5% CO 2 and 90% humidity using RPMI-1640 medium (Sigma-Aldrich) supplemented with 10% fetal bovine serum (FBS) (Thermo Fisher Scientific, USA). The MTT [3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide] method cell viability assay was conducted according to our previous report [64] . In brief, MCF-7 and MDA-MB-231 were seeded overnight in 96-well plates at 8 × 10 4 cells/well. All compounds were dissolved in dimethyl sulfoxide (DMSO, Sigma, St. Louis, MO, USA) to get a stock solution of 1 mg/mL and stored at 4 • C. Then, the compounds were serially diluted into the seeded cells at concentrations ranging between 30-0.47 µg/mL. Cells treated with 3% DMSO (Sigma) were used as a negative control. After 72 h of incubation, 20 µL of MTT solution (5 mg/mL) was added into all the wells and the plates were further incubated for another 3 hrs. Then, 170 µL of solution from all the wells were discarded and 100 µL of DMSO (Sigma) were added to dissolve the purple crystals. The absorbance was then recorded using an ELISA plate reader (Biotek Instruments, Winooski, VT, USA) at the wavelength of 570 nm. All samples were tested for triplicates. The percentage of cell viability was calculated using following formula:
Cell viability (%) = [OD sample at 570 nm/OD negative control at 570 nm] × 100%
The IC 50 value (concentration of compounds inhibited 50% of cell viability) was determined from the graph of cell viability vs absorbance.
Conclusions
Twenty-three FKB derivatives were synthesized by Claisen-Schmidt condensation reaction. Three FKB derivatives, namely 8, 13 and 23, were found to be new chalcones. The chalcones with electron-withdrawing and electron-donating substituents had effects on cytotoxicity. The FKB derivatives with electron-withdrawing groups in ring B, as in 13 (2F), 15 (3Cl) and 16 (2Cl), exhibited potential cytotoxic effects on breast cancer cell lines, while the presence of the substituted electron-donating groups, as in 4, 5, 9 and 10, showed lower cytotoxic effects on MCF-7 and MDA-MB-231 cell lines. The FKB derivatives 16 (IC 50 = 6.50 ± 0.40 and 4.12 ± 0.20 µg/mL), 15 (IC 50 = 5.52 ± 0.35 and 6.50 ± 1.40 µg/mL) and 13 (IC 50 = 7.12 ± 0.80 and 4.04 ± 0.30 µg/mL) were found to be the most active compounds among the FKB series chalcones. The structure-activity relationship showed FKB chalcones with different substituents and effects on cytotoxicity. The FKB skeleton is unique for anticancer agents, additionally, the presence of halogens (Cl and F) in position two and three also improve the cytotoxicity of FKB (1). These findings could help to improve or find new drugs for future anti-cancer agents.
Supplementary Materials: The following docking study is available online, Figure S1 : the graph presenting the trend of root mean square deviation (Å) of all the four systems in the present study, Figure S2 and Table S1 : the difference in the initial and final coordinates of FKB1-JAK2 complex. The cyan color illustrates the initial pose (1 ns) while the final pose (10 ns) is presented in magenta. The ligand presented significant deviation from the initial poses, which explains the abrupt hydrogen bonding profile of the system, Table S1 : the selected biological activities and their probabilities of activity (Pa) and (Pi) as obtained from the PASS online server.
